In the work reported here, we have investigated the possibility that GATA-3 integrates TGF-␤ signaling at target promoters via interaction with Smad proteins. Our results indicate that GATA-3 interacts physically and functionally with Smad3, allowing TGF-␤ regulation of GATA-3 target genes. 1A) . Treatment with PMA and ionomycin or transfection of GATA-3 had no effect on the IL-5 promoter on their own, nor did they allow responsiveness to TGF-␤ ligands ( Figure 1A) . However, GATA-3 was able to stimulate transcription from the IL-5 promoter in HepG2 cells treated with PMA and ionomycin, in agreement with previous reports ( Figure 1A ). Under these conditions, TGF-␤, but not BMP4, augmented the activity of this promoter ( Figure 1A ). The effects of TGF-␤ were dose dependent, with a plateau between 5 and 10 ng/ml (Figure 1B) . Together, these data indicated that the regula- Binding Sites (see below). TGF-␤ had no effect in the absence of The results presented above suggested that GATA-3 GATA-3 ( Figure 1E ), even in the presence of additional may be able to recruit Smad3 to DNA binding sites Smad3, suggesting that GATA-3 may have the ability to specific for GATA proteins, thereby conferring TGF-␤ confer TGF-␤ responsiveness to a variety of promoters responsiveness to target promoters. We therefore invescontaining GATA binding sites. tigated protein/DNA interactions using an oligonucleoWe also examined the influence of cellular context on the responsiveness of the IL-5 promoter to TGF-␤ tide probe containing a consensus binding site for GATA . The KRR mutation, however, did not interfere with the ability of GATA-3 to interact with Smad3 as assessed in an in vitro pull-down assay using GST-Smad3 and in vitrotranslated KRR-GATA-3 ( Figure 7C ). We generated two independent clones of HT-2 cells expressing KRR- by TGF-␤. In contrast, TGF-␤ had no effect on IL-10 collected by centrifugation, washed, and lysed in a high-salt buffer using the QuickChange Mutagenesis System from Stratagene. A containing 420 mM NaCl, 10% glycerol, 20 mM Tris-HCl (pH 7.9), 1 synthetic GATA reporter construct was generated by introducing mM DTT, 30 mM NaF, 1 mM Na 3 VO 4 , and 1ϫ Complete protease three tandem copies in the forward direction of an oligonucleotide inhibitor. After 30 strokes in a Dounce all-glass homogenizer, the containing two consensus binding sites for GATA factors (5Ј-CACT nuclei fractions were incubated under agitation on ice for 40 min, TGATAACAGAAAGTGATAACTCT-3Ј) upstream of the adenovirus then collected by centrifugation at 14,000 ϫ g for 30 min, and the major late promoter in the pGL3 plasmid from Promega. The CAGA supernatant was aliquotted and stored at Ϫ80ЊC. reporter contains nine tandem copies of the SBE from the plasmino-A total of 5 g of nuclear extracts from HT-2 or COS cells were gen activator inhibitor-1 (PAI-1) promoter and was described pre- 
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GATA-3 (KRR #19 and KRR #20) as well as a clone expressing wild-type GATA-3 (GATA3 #37). Expression was confirmed by immunoblotting with antibodies against an HA tag introduced in all the constructs and was comparable among the three lines (data not shown). Subclones and parental HT-2 cells had comparable
